CAFs are a heterogeneous pool of cell subsets with distinct functions which needs to be better defined by their marker expressions. The development of a methodology for the establishment of fibroblast primary cultures derived from human colon tumors allowed us to characterize their functional and molecular properties (Herrera et al., 2013 ). In addition, the different molecular mechanisms through which CAFs affect tumor growth and metastasis are still to be clarified. Therefore, functional and molecular characterization of the cancer-associated fibroblasts is essential to fully understand their role in tumor progression. We call this medium "FBS with high concentration of antibiotics". Incubate the T-25 flasks at 37 °C in a humid atmosphere containing 5% CO2.
Materials and Reagents

5.
After 24 h, it is quite useful to remove culture medium from the T-25 flasks, wash twice with PBS, and add fresh "FBS with high concentration of antibiotics" medium. When changing the medium, be careful and try to keep the pieces stuck on the plate. If after two days bacterial or fungal contamination does not appear, it is optional to change the medium to "FBS with normal concentration of antibiotics" (Berdiel-hacer et al., However, if contamination persists, continue using "FBS with high concentration of antibiotics". If after five days contamination has not disappeared, discard the samples. 6 . Normally, outgrowths of fibroblasts appear after 10 days and the culture medium is replaced by FBM supplemented with FGM-2 Bulletkit to facilitate fibroblast growth (Finak et al., 2008) . The fibroblastic cells are routinely maintained in FBM medium at 37 °C in a humid atmosphere containing 5% CO2. Change the medium every two days.
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2. Fibroblasts are washed twice with PBS and trypsinized by Trypsin/EDTA for 5 min at 37 °C. Use serum medium (FBS) to block the trypsin activity and centrifuge at 1,200 rpm during 5 min. After that, seed the fibroblasts cells in MW6 tissue plates using FBM medium.
3. Then, fibroblast primary cultures are subcultured at a 1 to 2 ratio (Navab et al., 2011) in FBM medium and maintained at 37 °C in a humid atmosphere containing 5% CO2.
Change the medium every two days. Primary CAFs initially show bi-and/or multi-polar morphology and then acquired a uniform spindle-shaped morphotype and formed parallel arrays and whorls at confluence. Expression of α-sma and Vimentin and the absence of Pan Cytokeratin (PanCK) could be analyzed by immunofluorescence to verify the CAF enrichment in the cell culture as was done in Herrera et al. (2013) . 
